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PLase C処理方法，蛋白質， RNA， PL-Pの定量方法は
前報の通りであるベ
略号， DG : diglyceride， FFA: free (unesterified) 
fatty acid， MeOH: methanol， MG: monogly. 
ceride， Ms: microsome， NL : neutral lipid， PL: 
phospholipid， PLase phospholipase， PMSF: 
phenylmethanesulfonyl fiuoride， rMs rough 




Msの 0.25M sucrose suspensionを前報と同じく，
下から 2.0M， 1.3 M sucroseからなる不連続濃度勾配上
に重層して遠心した.1.3 M sucrose ]雪上の界面の浮遊物



















Olive oil 200 mgを50mgのアラビアゴムと 500mgの
牛血清アルブミンを溶解した 5mlの 0.1M Tris bu妊er
(pH9)と容器中で N2ガスと置換してから超音波処理し
て反応用基質 emulsionを調製した.反応液は全容 1ml
中， Msを5mgprot巴in，olive oil emulsionを 0.3ml，











sucrose suspension 4 mlを，下層から1.5M sucrose 
1.5 ml， 1.3 M sucros巴4.5mlの不連続濃度勾配上に重層
し， 264，500 x g， 2時間遠心した.1.3M層上及び1.5M
層上の界面の浮遊物をそれぞれ採取し， 0.25 M sucrose 





割定量"の項にしたがって NLと PLに分画した. NL 
画分をシリカゲノレ薄層クロマトグラフィーり(溶媒系 It




















とも PLは約60%分解され， DGは PL分解量の約70%
Table 1. Phospholipid Degradation by Phospholipase C and the Formation of 










Rough Microsomes Smooth Micr目osomes
+ Diff. + Diff. 
μmol of fatty acids 
3.62 9.66 -6.04 6.94 16.90 -9.96 
1.71 0.49 1.22 2.54 0.72 1.82 
4.18 7.04 
0.09 0.35 





TG 1ipaseが存在し， PMSFで阻害される0) また，肝
臓を heparinで滋流すると， TG lipase は血清中に溶出







sllcrose溶液中で sMs蛋白 質 1mg当り 8lInitの

























Table 2. Degradation of Diolein by the Rat 
Liver Microsomal Lipase 
D刷 nAddition I Oleic Acid Formed 
2.59 
1.64 

























Unit /田gsmooth miorosomal protein 
Phospho11pase C Conoentrat1on 
Fig. 1. Effect of Phospholipase C on the Sl1100th 
Microsomal Lipase Activity. 
o 1.0 2，0 
Uniも/mg smooth ml0r080mlll proteln 
Chyrno色rypolnConoentration 
Fig. 2. Effect of Chymotrypsin on the 
Microsomal Lipase Activity. 
一ー一.一一一;treated with chymotrypsin only 
一一圃一一;preincubated with phospholipase C 






































Table 3. E狂的tof Phenylmethanesulfonyl Fluoride 
on the Fatty Acid Liberation in the 
Microsomes Treated with Phospholipase 









Tabl巴 4.Effects of Heparin and Phospholipase 
C on the Microsomal Lipase Activity 
A) Lipase Activity of th巴Heparin-treatedPellets 
He句明仰叫p凹附阿凶ar副仙は巾i訂川I + 
Phospholipase C + 
Treatment 




B) Lipase Activity of the Heparin Supernatant 













前報1)では PLas巴C処理 rMsを1.3M sucroseをm
いた不連続濃度勾配で細分間し，成分の分布を求めた























Table 5. Composition of th巴 SucroseGradi巴ntSubfractions of Phospholipase 
C-treated Rough Microsomes 
Subfraction * Diglyc巴ride mgRNA/r暗 ProteinPhospholipid-P 
μmoljmg rough microsomal protein 
0.28 0.103 0.14 
0.32 0.058 0.25 










*， + indicates the subfractions of phospholipase C-treated microsomes， and -not treated. 
F1.3 and F1.5 ar巴 thefloating subfractions at the interface on 1.3 M and 1.5 M sucrose layer， 
respectively， and P1，5 the pellets at the bottoms of centrifuge tubes. 
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Table 6. Faty Acid Compositions of Phospholipid， Diglyceride， and the Free 
Fatty Acid Fraction of the Subfractions of Phospholipase C-treated 
Rough Microsomes 
Lipid I Fatty Acid 
¥¥| 
Subfraction* I Myristic Palmitic Palmitoleic Stearic Oleic Linoleic Arachidonic 
% of the total fatty acids of each lipid 
Phospholipid 
F1.3+ 0.5 30.3 0.9 
1.1 27.1 2.0 
F1.5+ 0.3 26.8 0.9 
0.2 23.4 0.9 
P1.5+ 。 33.4 0.8 
0.1 28.5 0.6 
Diglyceride 
F1.3+ 4.1 48.4 6.4 
F1.5+ 3.2 45.7 2.6 
P1.5+ 1.3 38.9 3.1 
Free Fatty Acid 
F1.3+ 0.6 41.2 4.0 
F1.5+ 3.4 41.4 4.3 
P1.5十 2.9 44.2 1.9 























54.3 7.6 0.9 5.6 
35.0 10.6 8.1 16.2 
69.8 1.1 0.4 0.7 
34.1 9. 9.2 22.3 
52.6 6.3 1.9 4.8 
41.6 6.1 7.3 15.9 
30.2 9.4 0.5 1.0 
32.3 9.9 5.1 1.3 
40.2 10.8 3.6 2.1 
31.2 11.9 3.3 7.9 
34.7 8.6 0.6 7.1 




















た diglycerideは heparinで遊離する TGlipaseによ
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って分解されると結論した.
5. Phospholipase C処理粗商ミクロソームを1.5M 
及び 1.3M sllcroseを重層する不連続濃度勾配遠心で細
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Snmmary 
1. The lllechanism of the degradation of digly. 
cerides fonned dllring phospholipase C-treatment of 
rat Iiver microsollles was studied. 
2. The amount of diglycerides fonned in the 
phospholipase C-treated microsomes was abollt 70% 
of that of phospholipids degraded and free fatty acids 
released abollt 20%. Diolein added to the microsolllal 
Iipase incubation medillm was hydrolyz巴das actively 
as o1ive oi1. 
3. The microsomal lipase was activated by the 
treatment of phospholipase C 01' a sllal amollnt of 
chymotrypsin. The increased lipase activity of phos司
pholipaseC-treated micl'osomes was inhibited remar. 
kably. by chymotrypsin. 
4. Phenylmethanesulfonyl f1uoride inhibited 
remarkably the fatty acid Iiberation dllring the 
phospholipase C-treatment of llicrosomes. When 
microsomes were treated once with heparin， the 
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microsomal lipase. was released into th巴 heparin
medillm and the lipase activity of the heparin-
treated microsomal pellet decreased markedly. 
5. The phospholipase C-treated rOllgh micro. 
somes were subfractionated by the discoritinllollS 
slcrose density gradient centrifugation composed of 
1.5 M， 1.3 M， and the treated microsomal suspension 
in 0.25 M sucrose from the bottom， and the distribll・
tion of diglycerides and fatty acids was analyzed. 
The amollnt of diglycerides in the f10ating sllbfrac. 
tions was more concentrated than the pelleting 
subfraction. Saturated fatty acids were considerably 
more abundant than unsaturated fatty acids and the 
unsaturated decreased in the residllal phospholipid 
after p~ospholipase C action. The satllrated fatty 
acids of the fr巴efatty acid fl'action inoreased in the 
pelleting sllbfraction. 
